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(57) ABSTRACT

A bioreactor with an upward flowing impeller system for
controlling a mammalian cell culture process is provided. The
disclosed system enables control of the cell culture process by
controlling the level of dissolved carbon dioxide in the cell
culture media and prevent increases in the osmolality level is
achieved by enhanced stripping of carbon dioxide via surface
gas exchange with little or no damage to the mammalian cells.
The use of an upward flow impeller combined with vertical
baftles converts the swirling motions of the cell culture media
into a largely vertical flow and promotes the removal of dis-
solved carbon dioxide via surface gas exchange with a sweep
gas flowing over the top surface of the cell culture media
within the bioreactor vessel.

8 Claims, 5 Drawing Sheets
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BIOREACTOR WITH UPWARD FLOWING
IMPELLER SYSTEM FOR USE IN A
MAMMALIAN CELL CULTURE PROCESS

CROSS REFERENCE TO RELATED
APPLICATIONS

The present application is a continuation-in-part applica-
tion from U.S. patent application Ser. No. 12/536,559 filed
Aug. 6, 2009 now U.S. Pat. No. 8,241,904 which claims
priority from U.S. provisional patent application Ser. Nos.
61/086,665 and 61/086,685 both filed Aug. 6, 2008, the dis-
closures of which are incorporated by reference herein.

FIELD OF THE INVENTION

The present invention relates to a bioreactor system for
processing biological or other sensitive materials, such as
mammalian cells, wherein the bioreactor employs an upward
flowing helical impeller to circulate the biological or other
sensitive materials within the bioreactor. More particularly,
the present invention relates to a bioreactor system for a
mammalian cell culture process that controls the level of
dissolved carbon dioxide in the cell culture medium by strip-
ping of carbon dioxide via surface gas exchange with little or
no damage to the mammalian cells.

BACKGROUND

Commercial production of protein therapeutics and other
biological products such as monoclonal antibodies is pres-
ently carried out generally in bioreactors adapted for cultur-
ing suspensions of genetically optimized mammalian, insect
or other cell types. Mammalian cell culture bioreactors typi-
cally have several hundred to several thousand liters in work-
ing volume. Most common full scale manufacturing plants
have bioreactors with working volumes ranging from
approximately 1,000 liters up to 25,000 liters. Drug candi-
dates for clinical trials are produced in laboratory scale biore-
actors having five (5) liters to several hundred liters of work-
ing volume.

The optimization to achieve the highest biological product
yields possible in the smallest amount of time and the related
challenges of bioreactor scale-up have focused on the control
of recognized critical process parameters such as pH, dis-
solved oxygen (DO), temperature, nutrient composition and
by-product profiles, agitation profile, gas sparging method,
nutrient feed and product harvest profiles. The importance of
other process parameters such as dissolved carbon dioxide
(dCO,) and osmolality (i.e. concentration of dissolved par-
ticles per kilogram of solution) is just recently being docu-
mented in the literature. As a matter of fact, many commercial
bioreactors do not even have the means installed to measure
dissolved carbon dioxide and/or osmolality levels in-situ, let
alone a means to control and optimize those parameters.
Depending on the scale of the commercial operation—rang-
ing from hundreds up to 25,000 liters of bioreactor volume—
scale-up, optimization and control of the process pose differ-
ent challenges. At commercial scales above about 1,000
liters, simultaneous and independent control of dissolved car-
bon dioxide and osmolality levels becomes difficult if not
impossible with current best available technologies and meth-
odologies.

Before a manufacturing-scale mammalian cell cultivation
process starts in a bioreactor, a seed culture inoculum is
typically prepared. This involves culturing production cells in
a series of flasks in incubators and/or smaller bioreactors of
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increasing volume until enough cells are available for inocu-
lation into the production bioreactor. The process involves
transferring a cell population from one culture vessel to a
larger one. Generally, a 20% dilution of the cell population is
used for each transfer or subculture. In the incubator, the
flasks with culture medium are clamped to a rotating platform
to swirl the culture and facilitate gas transfer between the
culture medium and the atmosphere in the incubators. Typi-
cally, the incubator for a mammalian cell culture process is set
at 37° C. with 5% carbon dioxide (CO,) and a humidity level
higher than about 80%. Similar temperatures and CO, levels
are used for seed cultures grown in bioreactors. When the
seed culture reaches a sufficient volume and cell density, it is
inoculated into the production bioreactor.

After seed culture is inoculated into the bioreactor
medium, parameters such as pH, temperature, and level of
dissolved oxygen are controlled to the prescribed levels dur-
ing the cell cultivation process. pH is typically controlled by
adding basic or acidic solutions when necessary during the
process. Commonly used base solutions include sodium
bicarbonate, sodium carbonate and sodium hydroxide solu-
tions. Dissolution of carbon dioxide (CO,) is commonly used
to achieve a more acidic pH. The preferred temperature of the
culture medium or solution for mammalian cell cultivation
processes is about 37° C. The desired level of dissolved
oxygen in the culture medium or solution is typically
achieved through air sparging using sparger installed on the
bottom of the bioreactor, along with agitation of the culture
medium or solution using impellers which breakup the large
air/oxygen bubbles to enhance the transfer of oxygen to the
cell medium from the sparged air bubbles. Purging the biore-
actor headspace with a cover gas provides a limited degree of
surface gas exchange. Disadvantageously, air-sparging and
agitation of the culture medium or solution may result in
foaming and shear damage to the mammalian cells which
adversely impacts cell viability. Accumulations of foam on
the surface of the culture medium also serve to further limit
surface gas exchange and to reduce the available working
volume of the bioreactor.

Commercial-scale mammalian cell cultivation processes
may be conducted in three different operation modes: batch
mode or fed-batch mode for suspended cell cultures, and
perfusion mode for immobilized cells. The majority of the
commercial-scale mammalian cell cultivation processes are
operated in fed-batch mode. In fed-batch mode, additional
media and nutrients are added to the bioreactor at different
times during the cell cultivation process to supplement the
carbon source and other nutrients after initial bioreactor
setup.

Before any bioreactor is used for mammalian cell cultiva-
tion, it typically must be sterilized and equipped with various
probes as well as connections for supplemental gas supply
and introduction of additional feeds. Temperature probes, pH
detectors, dissolved oxygen probes and dissolved CO, probes
or sensors are used to monitor the temperature, pH, dissolved
oxygen and dissolved CO, levels of the cell medium or solu-
tion in real time. In addition, cell culture medium or solution
samples can be withdrawn from the bioreactor at selected
intervals to determine cell density and cell viability, as well as
to analyze other characteristics such as metabolites and
osmolality. Based on such analytical results, additional feed
or other additives can be added to the cell culture medium or
solution in an effort to prolong the cell viability and increase
production of biological products. When cell viability
reaches a prescribed lower threshold, the cell cultivation pro-
cess can be stopped or shut down. The prescribed lower
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threshold is often determined empirically based on the results
of down-stream recovery and purification of the harvested
biological products.

During the cultivation process, the mammalian cells
exhibit three phases, namely the lag phase, the exponential
growth phase, and the stationary or production phase. The lag
phase occurs immediately after inoculation and is generally a
period of physiological adaptation of mammalian cells to the
new environment. After the lag phase, the mammalian cells
are considered in the exponential growth phase. In the expo-
nential growth phase, the mammalian cells multiply and cell
density increases exponentially with time. Many cells actu-
ally start to produce the desired protein, antibody or biologi-
cal product during some point in the exponential growth
phase. Cell density refers to the total number of cells in
culture, usually indicated in the density of viable and non-
viable cells. When the mammalian cells reach the stationary
or production phase, the viable cells are actively producing
the biological products for downstream harvesting. During
this phase, the total cell density may remain generally con-
stant, but the cell viability (i.e. the percentage of viable cells)
tends to decrease rapidly over time.

Mammalian cells are known to be sensitive to the amount
of dissolved carbon dioxide in the cell culture media or solu-
tion. Mammalian cell cultures exposed to excess carbon diox-
ide levels during the exponential growth phase may demon-
strate reduced production of monoclonal antibodies or other
desired biological products. Before inoculation, the pH of the
slightly alkaline culture media is often reduced to a more
optimal value by addition of carbon dioxide. This process
often leads to elevated levels of dissolved carbon dioxide at
the beginning of the lag phase of many mammalian cell
culture processes.

Dissolved carbon dioxide in mammalian cell culture biore-
actors originates from chemical and biological sources. The
chemical source of carbon dioxide is equilibrium chemical
reactions occurring within the cell culture medium or solution
that includes a selected amount of a buffer solution containing
sodium bicarbonate and/or sodium carbonate. Additionally,
carbon dioxide may be directly sparged into the slightly alka-
line culture medium or solution to reduce the pH level of the
broth to a prescribed level, usually around 7.0, resulting in
more dissolved carbon dioxide. The biological source of car-
bon dioxide is a product of the respiration of the mammalian
cells within the bioreactor. This biological source of carbon
dioxide increases with cell density and generally reaches its
maximum value at about the same time that cell density
within the bioreactor is maximized. However, as more carbon
dioxide is produced, the pH of the cell culture medium trends
toward acidic such that additional bicarbonate is needed to
keep the pH of the cell culture medium or solution within the
desired range.

To offset the effects of increased dissolved carbon dioxide,
one may add sodium bicarbonate so as to maintain the pH of
the solution within the prescribed range or attempt to strip the
carbon dioxide from the solution by sparging with additional
air. Both of these means to offset the effects of increased
carbon dioxide have other negative consequences on the
mammalian cell culture process.

First, adding sodium bicarbonate to adjust the pH of the
solution, results in an increase in osmolality level. Osmolality
level represents the number of dissolved particles per kilo-
gram of solution and is commonly reported as mOsm/kg by
freeze-point depression. It is known in the art that increased
levels of either dissolved carbon dioxide or increased levels of
osmolality have adverse or negative impacts on cell density or
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yield. However, the combined or synergistic effects of carbon
dioxide and osmolality levels are not well understood.

Carbon dioxide dissociates into bicarbonate ions at a pH of
7 in water. Only a fraction of the carbon dioxide remains as
free CO, in an un-dissociated state. Removing the dissolved
carbon dioxide from a cell culture thus becomes difficult as
most mammalian cell cultures take place at pH levels in the
range of 6.5 to 7.5. The dissociated bicarbonate ions are not
easily removed and generally must be recombined into free
carbon dioxide before they can be stripped out of the solution.
Any addition of sodium bicarbonate to balance the pH will
also increase the equilibrium dissolved carbon dioxide con-
centration or saturation level in the solution, making it more
difficult to remove the carbon dioxide physically.

Conventional methods of removing or stripping dissolved
carbon dioxide from a mammalian cell culture solution is by
sparging the cell culture solution with air or a gas mixture of
air/oxygen/nitrogen in agitated tanks. However, gas sparging
in agitated tanks results in adverse effects to the cell culture
process. In particular, the gas-bubble breakage at the tip of the
rotating agitator is a source of high shear rate that damages
mammalian cell membranes, often sufficiently to cause cell
death. Even when damage is sub-lethal, cell productivity is
compromised in the period that the damaged membrane is
repaired. In most current bioreactors, the agitator is a radial
flow type that rotates around the center axis of the reactor
vessel, and where the sparged gas and liquid within the reac-
tor vessel are pushed outwards from the center of the reactor
vessel to the side wall of the vessel. The main purpose of
radial pumping impellers is to break and disperse gas bubbles
provided by spargers. Bubble breakage behind the rotating
impeller will have a major role in cell death. Small shading
vortices formed behind the impeller will also damage cells to
a lesser extent. Such impellers impart very little vertical or
axial mixing. If multiple radial impellers are used, they may
form distinct mixing zones within the reactor vessel. Current
commercial axial flow impeller designs are all downward
pumping. Downward pumping axial impellers generate vor-
tices that entrain gas from the headspace into the body of the
agitated liquid, resulting in gas bubble formation. As men-
tioned above, gas bubbles have a negative impact on cell
growth in that the force of a breaking gas bubble is sufficient
to damage the outer membrane of a mammalian cell, and can
cause it to burst. Therefore, conventional radial impellers and
downward pumping axial impellers are not generally suitable
for promoting gas exchange between the liquid surface and
the bioreactor headspace as a way to remove carbon dioxide
from the cell culture medium.

In commercial scale bioreactors (e.g. 1,000 liters to 25,000
liters), carbon dioxide removal is more difficult than in
smaller reactors, and the excess carbon dioxide that tends to
accumulate is detrimental to cell growth. During scale-up
from a bench or laboratory scale bioreactor to a production or
commercial scale bioreactor, a productivity loss of up to 60%
has been observed; excessive levels of carbon dioxide at the
larger scale is the suspected cause of such productivity loss.
Carbon dioxide removal via air sparging tends to be very
effective in laboratory or bench scale bioreactors (e.g. less
than 10 Liters of working volume) but is less effective in
larger scale commercial bioreactors for at least three reasons:
(1) the surface area to volume ratio is reduced, which further
limits surface gas exchange; (ii) higher hydrostatic pressures
in a large vessel increase carbon dioxide solubility; and (iii)
larger vessels contain more cells and the resulting increased
need for sparged gas to supply oxygen leads to more bubbles,
which create more foam at the surface and further inhibit
surface gas exchange.
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Another disadvantage of foam created by air sparging into
a rotating agitator is that cells become trapped on the foam
layer where they are depleted of nutrients. Foaming also
limits the operable volume of the reactor, as foam overflow
can damage the integrities of the biological filters that prevent
process contamination. Although anti-foaming agents are
used, such agents have many undesirable effects. For
example, anti-foaming agents can contaminate the biological
products and their removal may require further downstream
purification steps. Also, many such anti-foaming agents
reduce the interfacial gas-liquid mass transfer efficiencies
occurring within the bioreactor.

Also, gas bubbles created by sparging can burst at the
liquid surface; this is often more damaging to cultured cells
than shear due to the agitator. Minimizing agitator speed and
limiting the gas sparging rate are currently viewed as the best
means to avoid such damage and increase cell viability. How-
ever, both measures reduce the amount of carbon dioxide that
is removed which in turn inhibits cell growth and reduces
viability. These disadvantages are particularly challenging to
overcome in large, commercial-scale bioreactors where the
shear rate goes up substantially with the diameter of the
impellers.

Some bubble free systems with membrane aeration have
been proposed, but these have demonstrated only limited
success even at small scales. Membrane fouling, system cost
and system scalability have prevented membrane-based
bioreactors from gaining broader acceptance.

Wave Bioreactor™ is an example of a design in which the
surface to volume ration is large enough for dissolved carbon
dioxide to be removed through gas exchange at the surface.
Agitation is provided by rocking motion of a mechanically
supported tray (See FIG. 1). The surface area needed for
sufficient gas exchange has limited the size of this bioreactor
to less than 500 liter working volume which is not suitable for
large, commercial scale systems.

Conical bioreactors have also been proposed as an alterna-
tive way to provide a surface area to volume ratio large
enough for gas exchange. The conical bioreactor is supported
on an orbital shaker that provides gentle rocking motions.
Much like the Wave Bioreactor™, mechanical engineering
issues limit this design to smaller bioreactors

SUMMARY OF THE INVENTION

The present invention may be characterized as a bioreactor
system for a cell culture process comprising: (i) a vessel
configured to contain biological or other sensitive substances,
the vessel defining an interior upper portion, an interior lower
portion and a longitudinal axis; and (ii) one or more upward
flowing impeller assemblies disposed in the interior lower
portion of the vessel and configured to direct fluids containing
contain biological or other sensitive substances in the vessel
from the interior lower portion of the vessel to the interior
upper portion of the vessel in an orientation generally parallel
to the longitudinal axis. The impeller assembly includes an
upward flowing helical type impeller disposed in a draft tube
and a plurality of vertical baftles to orient the flow produced
by the impeller assembly in a vertical orientation, generally
parallel to the longitudinal axis of the draft tube and bioreac-
tor vessel. Preferably, the bioreactor system also includes a
gas intake configured to deliver a flow of a sweep gas from
one or more external sources of gas to the interior upper
portion of the vessel and a gas exhaust configured to remove
gases contained in the interior upper portion of the vessel. The
impeller assembly, including the upward flowing helical
impeller and vertical baffles produces top surface renewal of
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the fluids containing contain biological or other sensitive
substances in the vessel which promotes surface gas
exchange between the fluids and sweep gas introduced the
interior upper portion of the vessel.

The present invention may also be characterized as an
impeller assembly for mixing fluids in a bioreactor vessel
comprising: (1) a cylindrical draft tube; (ii) an upward pump-
ing impeller disposed in the draft tube and configured to
produce a flow in the draft tube from the entrance to the exit;
(iii) a motor operatively coupled to the upward pumping
impeller by a drive shaft; and (iv) a plurality of vertically
oriented baffles disposed near the exit of the draft tube;
wherein the baffles reduce or eliminate any swirling action in
the flow created by the upward pumping impeller and guides
the flow exiting the draft tube in an vertical orientation sub-
stantially parallel to the longitudinal axis of the draft tube and
bioreactor vessel. The impeller assembly is preferably sized
to produce a rolling top surface renewal of the cell culture or
other sensitive materials in the bioreactor vessel as a result of
the vertical flow from the upward pumping impeller and
baffles.

BRIEF DESCRIPTION OF THE DRAWINGS

The above and other aspects, features, and advantages of
the present invention will be more apparent from the follow-
ing, more detailed description thereof, presented in conjunc-
tion with the following drawings, wherein:

FIG. 1 is a schematic illustration of a prior art Wave Biore-
actor™ gystem;

FIG. 2A is a schematic illustration of a bioreactor system
employing the upward pumping impeller disposed within a
draft tube and having vertical baftles in accordance with an
embodiment of the invention;

FIG. 2B is an illustration of the upward pumping helical
impeller used in an embodiment of the present invention;

FIG. 2C is an exploded perspective view of the upward
pumping helical impeller, draft tube and baftle arrangement
used in the present invention; and

FIG. 3 is a schematic illustration of a bioreactor system
employing a control system used in an embodiment of the
present invention.

DETAILED DESCRIPTION

The majority of the commercial-scale mammalian cell cul-
ture manufacturing is done in fed-batch processes where
maintaining a relatively constant osmolality, pH and dis-
solved carbon dioxide level is very challenging. Some aca-
demic and private research organizations have expressed con-
cerns over the uncontrolled dissolved carbon dioxide level or
osmolality on mammalian cell viability and yield. Contradic-
tory reports can be found for the perceived optimum levels of
dissolved carbon dioxide or osmolality. Results are difficult to
verify as most academic research was done at very small
scales in 6-well dishes without the benefits of pH control or
dissolved carbon dioxide measurement. For most industrial
scale bioreactors, dissolved carbon dioxide level and osmo-
lality typically are not actively monitored or controlled to
provide accurate data. Even if optimum levels of dissolved
carbon dioxide or osmolality are predicted, there are no prac-
tical methods for removing sufficient dissolved carbon diox-
ide or of preventing osmolality from rising to non-optimal
levels as a result of carbon dioxide accumulation and the
consequent pH adjustments.

During the mammalian cell culture fed-batch process, the
continuing addition of nutrients and cell boosters tends to
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increase the cell culture solution osmolality level, while the
pH and dissolved carbon dioxide levels in the solution are
constantly changing throughout the fed-batch process cycle.
Carbon dioxide generated by the mammalian cells during the
exponential growth phase often outpaces the carbon dioxide
stripping capacity of most current bioreactors, resulting in a
continuing increase of the dissolved carbon dioxide levels
during the exponential growth phase. As discussed above, this
rise in dissolved carbon dioxide levels tends to lower the
solution pH and often requires the addition of base to com-
pensate, since controlling the pH of'the cell culture medium is
viewed as one of the most critical parameters to manage in
any mammalian cell culture process. The addition of a base
such as bicarbonate further increases the osmolality of the
cell culture medium or solution. Base addition also increases
the equilibrium level of non-ionized carbon dioxide in solu-
tion, making more difficult its removal by gas sparging.

In short, the dissolved carbon dioxide level, pH and osmo-
lality of the cell culture medium or solution are closely inter-
related, and the active control of pH and dissolved carbon
dioxide level by traditional methods tend to increase osmo-
lality in the cell culture solution to a point where it can
negatively impact the process outcome.

Exchange between gas in the headspace and that dissolved
in the liquid/solution can occur at the surface of the cell
culture solution. Carbon dioxide removal by this means is
attractive as compared to stripping via sparged gas since it
minimizes shear and bubble damage to cells and reduces or
eliminates foaming Surface gas exchange in commercial
scale bioreactors is not presently exploited for carbon dioxide
removal, however, since under current process conditions it is
far too limited to have practical use. This is a direct conse-
quence of the limited surface to volume ratio of typical con-
ventional bioreactor vessels and the slow rates of culture
surface renewal achieved by current agitator designs. These
problems become worse in bioreactors with tall and narrow
configurations.

Another disadvantage of surface gas exchange in commer-
cial scale bioreactors occurs with the use of rotating shaft
agitators. These cause the surface liquid to swirl around in a
circle with little tendency for solution from deeper within the
vessel to replace it. This has at least two consequences affect-
ing surface gas exchange: first, the surface liquid layer rapidly
becomes depleted of dissolved carbon dioxide, lowering the
driving force for subsequent CO, removal to the headspace;
second, liquid from the bottom of the bioreactor (where the
concentration of dissolved CO, is greatest thanks to the
higher hydrostatic pressures in this region) is only rarely
driven to the surface where it can donate dissolved gas to the
headspace. The overall effect is that removal of dissolved
CO, is slow and that there is a gradient of dissolved CO,
concentration in the bioreactor, from very low at the surface to
high at the bottom where it can easily reach levels that reduce
cell productivity and viability.

Turning now to FIG. 2A, there is shown a bioreactor sys-
tem 10 employing the upward flow impeller 18 disposed
within a draft tube 19. The upward pumping impeller 18 (e.g.
right handed impeller) is driven via shaft 16 by a motor 14
outside the bioreactor vessel 11 The upward flow of the
impeller 18 provides a rolling top surface renewal method
that enhances surface gas exchange in a highly controllable
manner. The upward pumping impeller 18 moves the cell
culture medium and suspended mammalian cells from the
bottom of the bioreactor vessel 11 toward the liquid/gas inter-
face near the headspace 80 or upper part of the bioreactor
vessel 11 in a flow orientation that is generally parallel to the
longitudinal axis of the bioreactor vessel. In doing so, dis-

10

15

20

25

30

35

40

45

55

60

8

solved carbon dioxide in the cell culture solution or medium
is continuously and rapidly brought to the surface of the liquid
in the bioreactor vessel 11 where gas-liquid exchange is
occurring. A high rolling turnover in the surface liquid allows
rapid removal of dissolved carbon dioxide to the headspace
80. The upward flow impeller 18 allows a higher pumping
velocity without creating sufficient shear to damage or kill the
mammalian cells and without producing foam. The illustrated
embodiment also depicts a sweeping gas 15 consisting of
oxygen, nitrogen, air, carbon dioxide or other suitable gases
and mixtures thereof that is introduced to the headspace 80 in
the bioreactor vessel 11 via a dip tube 23, where it interacts
with the top surface 82 of the solution to achieve the desired
liquid gas exchange, and is subsequently exhausted from the
headspace 80 in the bioreactor vessel 11.

The bioreactor system 10 preferably includes a plurality of
sensors and analyzers including a pH sensor, a dCO, sensor,
a temperature indicator, a dissolved oxygen analyzer, and a
vent gas analyzer. Such sensors and analyzers are coupled as
inputs to a system controller (not shown) that controls or
adjusts the gas supply 41 of oxygen, nitrogen, and carbon
dioxide to the bioreactor vessel 11. The illustrated system 10
also includes an exhaust subsystem 50, a plurality of biologi-
cal filters 52 and may further include a means for sterilizing
the bioreactor vessel with water and steam, as needed. A
typical bioreactor control scheme useful in the presently illus-
trated embodiment as well as a suitable gas supply subsystem,
sterilization control system, and exhaust subsystem are
shown in more detail in FIG. 3.

Referring back to FIG. 2A, the upward pumping impeller
18 is preferably located near the middle of the main bioreactor
vessel 11 so that the impeller 18 is submerged for low liquid
medium or solution starting levels. The impeller speed is
adjustable and may be varied throughout the cell culture
process to maintain the desired level of dissolved carbon
dioxide at all times for the particular mammalian cell culture
process. Preferably, the impeller speed is maintained at very
low speeds when the liquid or solution level within the biore-
actor vessel is low and should be increased as the liquid or
solution level rises. Preferably, a draft tube 19 is to be added
to increase the upward flowing velocity, resulting in a higher
gas exchange rate. The impeller speed is preferably highest
during the end of the exponential growth phase of the cell
culture process, when the liquid or solution level in the biore-
actor vessel is also highest. Normally, surface gas exchange is
an inefficient process as the available surface area is very
limited. Any gas exchange occurring between the headspace
80 and the liquid surface 82 will quickly result in gas concen-
trations on either side of the gas/liquid interface quickly
approaching saturation levels. Without proper concentration
driving force at the interface, surface aeration is impractical
unless measures are implemented to greatly increase the sur-
face area available for gas exchange. Unfortunately, such
measures (e.g., atomization of some of the liquid) create
excessive shear that would damage and kill fragile mamma-
lian cells. The present system overcomes those limitations,
however, by rapidly sweeping the headspace gases to avoid
carbon dioxide build up in the gas phase boundary layer. The
limitation of the liquid phase boundary layer is also elimi-
nated by the upward pumping action of the submerged impel-
ler.

FIGS. 2B and 2C illustrate the preferred embodiments of
the upward pumping helical impeller and impeller assembly
respectively. The impeller assembly 11 includes a draft tube
19, a helical impeller 18, a baffle structure 25 that includes a
plurality of baffles 17 arranged in a vertical oriented cross
configuration above the draft tube 19. The arrangement of the
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baffle structure 25 and vertical baffles 17 reduces or elimi-
nates any swirling action in the flow and directs the liquid
flow driven by the upward pumping helical impeller 18 in an
orientation substantially parallel to the longitudinal axis of
the draft tube 19. The impeller assembly 11 also includes a
motor (not shown) which rotates a drive shaft 16 to drive the
helical impeller 18. The illustrated impeller is a helix con-
figuration or helical type impeller 18 with a cylindrical center
shaft 28 having a central bore 29 and adapted to engagingly
receive and rotate with the drive shaft 16. Helical blades are
disposed along the length of the cylindrical center shaft 28
and extend radially outward from the central cylinder shaft
28. The radius of the helical impeller 18 is slightly less than
the radius of the draft tube 19 such that the impeller rotates
freely within the draft tube 19.

The baffle structure 25 includes a center ring 23 and a
plurality of vertical baffles 17 arranged in a cross orientation.
The baffle structure 25 engages with a retaining ring 27 to
hold the vertical baffles 17 in place proximate the draft tube
19. The retaining ring 27 is also configured to be received by
and to engage with the draft tube 19 to ensure close alignment
between the draft tube 19, helical impeller 18 and baffles 17.
The central ring 23 supporting the vertical baftles 17 also
serve to break the drag motion caused by the rotating drive
shaft 16 and reduces the amount of bubbles that form due to
liquid splashing on the structures.

It was observed that positioning a plurality of vertical
baftles 17 above the helical impeller 18 and draft tube 19
improves the gas exchange rate. These vertical baffles 17
translate the rotational velocity of the fluid being pumped into
virtually pure vertically oriented flows. To compare the effect
of the draft tube 19 and vertical baffles 17 on the dissolved
carbon dioxide removal rate through the liquid surface, a
carbon dioxide removal test was conducted in a 300 L vessel
using the method described in this invention. The solution in
the vessel was maintained at a pH of 7 and headspace swept
with air. The helical impeller 18 of the type shown in FIGS.
2B and 2C, was set to run at different speeds with a frequency
inverter. Dissolved carbon dioxide levels were measured con-
tinuously during the experiment. The results were reported in
terms of volumetric mass transfer coefficient (K;a) in Table

).

TABLE 1
Improvement in
Frequency Without Draft Draft Tube + Mass Transfer
Inverter Tube or Baffles Baftles Coefficient
(Hz) K;a (1/hr) K;a (1/hr) %
40 0.85 6.61 678%
30 1.29 4.2 226%

Depending on the speed of the helical impeller, the results
showed that the mass transfer coefficient improved between
226% and 678% when a draft tube with baffle was used.
Further tests were conducted to show the importance of the
vertical baffles on the surface gas exchange phenomena. In
these experiments, the helical impeller was installed in the
bottom of the 300 L vessel with the vertical baffles removed.
From the experimental work of this invention, it was con-
cluded that it is critical to eliminate the swirling movement of
the surface liquid (see Table 2). By eliminating swirling
motion at the surface, the upward flowing liquid from the
impeller emerges quickly from the impeller shaft and spreads
across the entire vessel surface, re-submerging into the body
of the liquid near the edge of the vessel. With the vertical
baffles installed, the carbon dioxide removal rate was
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improved by 28% to 128%, depending on the rotational speed
of'the helical impeller. These experimental results show that
liquid from the lower part of the bioreactor rapidly replaces
the surface liquid, resulting in substantially higher rates of
dissolved carbon dioxide removal and oxygen dissolution.
Without the vertical baffle, the swirling surface liquid is not
significantly replaced by fresh liquid from deeper within the
bioreactor.

TABLE 2
Improvement in
Frequency Draft Tube, Draft Tube Mass Transfer
inverter w/o Baffles with Baffles Coefficient
(Hz) K;a (1/hr) K;a (1/hr) %
40 1.37 3.12 128%
30 1.24 1.98 60%
20 0.8 1.02 28%

Preferably, it has been found that placement of the upward
pumping impeller assembly within the bioreactor vessel has a
measureable impact on the mass transfer coefficients (K a) of
oxygen dissolution and carbon dioxide removal within the
system. Table 3 below shows mass transfer test results using
a 300 L vessel containing a liquid with pH level controlled
between 6 and 7. In all tests, the upward pumping impeller
was a 6 inch helical impeller disposed in a draft tube with a
cross baffle positioned above the draft tube to break any
swirling of the liquid as it is pumped upward. Mass transfer
coefficients, K, a for oxygen dissolution and carbon dioxide
removal were measure with the impeller assembly positioned
at different locations or placements within the vessel. Where
the impeller assembly is disposed in an upper placement of
the bioreactor vessel, it was located approximately 11.5
inches above the bottom of the 300 L bioreactor vessel. Simi-
larly, where the impeller assembly is disposed in a middle
placement of the bioreactor vessel, it was actually located
approximately 6 inches above the bottom of the 300 L biore-
actor vessel. Finally, where the impeller assembly is disposed
in the lower placement of the bioreactor vessel, it was located
proximate to the bottom of the 300 L bioreactor vessel.

The data in Table 3 shows that when the impeller assembly
is located at or near the upper placement of the vessel, the K, a
for carbon dioxide removal is significantly increased at all
impeller speeds. For example, at 40 Hz, the average K, a for
carbon dioxide removal was 5.96 (1/hr) when the impeller
assembly was located at the upper placement compared to an
average K, a for carbon dioxide removal of 2.59 (1/hr) when
the impeller assembly was located at the middle placement
and a K a for carbon dioxide removal of 1.05(1/hr) when the
impeller assembly was located at the lower placement. Simi-
lar comparisons of K, a for carbon dioxide removal are also
shown at different impeller speeds (e.g. 30 Hz and 20 Hz).
Mass transfer coefficients are much higher if the impeller
assembly is raise to a level proximate the liquid surface. It is
anticipated that the mass transfer coefficients are further
improved if the vertical cross baffles are partially exposed on
the liquid surface.

The data in Table 3 also shows that when the impeller
assembly is located at or near the upper placement or location
of the vessel, the K;a for oxygen dissolution is significantly
increased at all impeller speeds. For example, at 40 Hz, the
average K, a for oxygen dissolution was 7.70 (1/hr) when the
impeller assembly was located at the upper placement com-
pared to a K, a for oxygen dissolution of 4.90 (1/hr) when the
impeller assembly was located at the middle placement. Like-
wise, at a slower impeller speed (i.e. 30 Hz), the K;a for



US 9,181,521 B2

11

oxygen dissolution was 3.00 (1/hr) when the impeller assem-
bly was located at the upper placement compared to a K, a for
oxygen dissolution of 2.10 (1/hr) when the impeller assembly
was located at the middle placement. At even slower impeller
speeds (i.e. 20 Hz), the K, a for oxygen dissolution was 1.29
(1/hr) when the impeller assembly was located at the upper
placement compared to a K, a for oxygen dissolution of 1.07
(1/hr) when the impeller assembly was located at the middle
placement. As expected, the K, a for oxygen dissolution and
K;a for carbon dioxide removal are reduced as the impeller
speeds are decreased. However, it is important to keep the
impeller speeds at reasonable speeds so as to not produce
excess foam and/or damage to the cells resulting from shear-
ing forces.

TABLE 3
Frequency Impeller Liquid 0O, CO,
Inverter Placement Volume  Airflow K;a K;a
(Hz) in Bioreactor L) (LPM) (1/hr) (1/hr)
40 Upper Placement 200 200 6.61
40 Upper Placement 200 200 5.31
30 Upper Placement 200 200 8.23
30 Upper Placement 200 200 2.75
30 Upper Placement 200 200 4.20
20 Upper Placement 200 200 1.97
40 Upper Placement 200 200 7.7
30 Upper Placement 200 200 3.00
20 Upper Placement 200 200 1.29
40 Middle Placement 200 200 2.85
40 Middle Placement 200 200 2.32
30 Middle Placement 200 200 1.55
20 Middle Placement 200 200 0.61
40 Middle Placement 200 200 4.90
30 Middle Placement 200 200 2.10
20 Middle Placement 200 200 1.07
50 Lower Placement 200 200 1.32
40 Lower Placement 200 200 1.05

As discussed above, the liquid or solution in the bottom of
a large bioreactor vessel is exposed to significant hydrostatic
pressures, and the dissolved carbon dioxide trapped inside the
mammalian cells will be slow to equilibrate. The presently
disclosed upward pumping impeller mitigates this problem.
By recirculating liquid solution and mammalian cells from
the bottom of the bioreactor vessel upward to the top surface,
the mammalian cells are exposed to a lower overall average
hydrostatic pressure regime and thus achieve a better equilib-
rium level of dissolved carbon dioxide. The continuous axial
orupward recirculating of the cell culture medium or solution
provides a varying level hydrostatic pressure on the mamma-
lian cells which is believed to enhance the ability of the cells
to expel excess dissolved carbon dioxide deep inside the
plasma of the cells.

Since there are no deflecting walls or dividers in the biore-
actor the upward flowing liquid can reach the top surface very
rapidly before rolling outward towards the bioreactor wall.
This provides a very rapid renewal of the liquid surface which
promotes rapid removal of dissolved carbon dioxide. Alter-
nate forms of impellers can be used to provide the upward
recirculating flow with or without the draft tube. Preferably,
the upward pumping impeller is a screw or helical type impel-
ler or propeller. However, other propellers or impellers may
also be used so long as the propeller/impeller produces suf-
ficient surface renewal of the liquid within the bioreactor and
minimizes the lateral or radial flow outward from the impel-
lor/propeller which, in turn, reduces shearing and other dam-
age to the mammalian cells.

Rapid gas-liquid surface renewal is also useful for dissolv-
ing gases into the liquid. For example, the presently disclosed
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gas-liquid surface renewal method can be used to dissolve the
prescribed amount of oxygen needed for the growing cells.
When the demand for oxygen is high, the oxygen composi-
tion in the sweeping gas in the headspace is increased, result-
ing in increased transfer of oxygen to the top surface of the
recirculating liquid. When the oxygen dissolution require-
ment is low, the oxygen composition in the sweeping gas in
the headspace is reduced and replaced with air or nitrogen.
The variation in oxygen composition of the sweeping gas has
little or no impact on the carbon dioxide removal rate. The
dissolved oxygen concentration is preferably maintained at
about 50% in many mammalian cell culture processes. In
some cases, such as recombinant protein production from
virus infected sf-9 insect cell culture, very low oxygen con-
centrations (e.g. less than 5% oxygen concentration) are used
in the cell culture solution to enhance protein production by
the cells.

The dissolved carbon dioxide level can be adjusted or
maintained at any desirable level. To decrease the dissolved
carbon dioxide level at any time during the cell culture pro-
cess, the flow rate of the sweeping gas going into the head-
space of the bioreactor can be increased to more rapidly
eliminate CO, from the liquid near the surface. The impeller
rotational speed can also be increased to speed up the surface
liquid renewal rate. To increase the dissolved carbon dioxide
level, one would reduce the sweeping gas flow rate and/or
decrease rotational speed of the upward pumping impeller. If
additional carbon dioxide is needed as, for example, may be
the case in the earliest stages of the process shortly after
inoculation ofthe production bioreactor, it can be added to the
sweeping gas mixture in the headspace as required. In typical
mammalian cell culture processes, the dissolved oxygen
requirement increases as the batch proceeds from the initial
lag phase to the end of the exponential growth phase, while
the dissolved carbon dioxide concentration increases due to
cell respiration, reaches a maximum concentration towards
the end of the exponential growth phase, and then is gradually
reduced during the production phase. Therefore, gaseous car-
bon dioxide is added mostly during the lag phase to regulate
and maintain pH. Also, some prescribed level of dissolved
oxygen needs to be maintained during the cell production
phase.

In addition to independently adjusting or controlling the
nitrogen, oxygen and carbon dioxide concentrations in the
sweeping gas mixture, increasing the total headspace gas flow
will also avoid accumulation of the stripped gases in the
headspace.

In the preferred embodiment, the gas supply of nitrogen,
oxygen and carbon dioxide to the bioreactor vessel is intro-
duced above the top surface of the liquid in the headspace and
preferably closely adjacent to the rolling surface of the liquid
solution in the bioreactor vessel. Such gas introduction can be
achieved by making the gas injectors movable so as to always
inject the gases at or near the top surface as the liquid level in
the bioreactor vessel rises. Impingement of the gas at the
rolling top surface reduces the momentum boundary layer on
the gas side and improves the total mass transfer rate between
the liquid and gas. Alternatively, the gas supply may be deliv-
ered using fixed gas injectors disposed so as to introduce the
gas at a location near the maximum liquid height that will be
attained in the bioreactor vessel. In most mammalian cell
culture processes, the maximum liquid height in the bioreac-
tor vessel occurs during the peak of the exponential growth
phase where removal of dissolved carbon dioxide is most
necessary.

Although not preferred, controlled introduction of the gas
supply of nitrogen, air, oxygen and carbon dioxide to the



US 9,181,521 B2

13

bioreactor vessel may be done by sparging the gases within
the solution using one or more spargers disposed within the
bioreactor vessel. The sparger used to dissolve oxygen can
have finer nozzles (or holes) to generate small oxygen
bubbles that dissolve or are absorbed before breaking the
liquid surface. The sparger for the stripping gas, typically
introduced at considerably higher flow rates, can have much
larger nozzles to provide large diameter gas bubbles. Large
gas bubbles are less damaging when they break at the surface
of the liquid and have less tendency to produce foam. Such
submerged gas spargers can assist with the independent con-
trol of both oxygen and dissolved carbon dioxide levels in
combination with the headspace gas exchange method. When
used, the gas spargers are preferably located apart from the
upward flow impeller to maximize their residence time in the
cell culture medium. With this method, the stripping gas
bubbles are much bigger than those injected into axial flow
impellers and the potential for foaming is greatly diminished.
Gas exchange now occurs both on the surface and in the bulk
of'the liquid. Sparging small volumes of gases intermittently
for short periods of time allows oxygen uptake and carbon
dioxide removal to be maximized without resorting to very
high flows of sweeping gas or employing the fastest impeller
speeds. It is important that such sparging be done only at peak
demand for oxygen dissolution and carbon dioxide removal
in order to minimize cell damage.

The preferred upward pumping device is a helical impeller
that can move large volumes of liquid upward with minimal
radial flow. Using a helical impeller, carbon dioxide removal
rate was measured from a simulated broth and reported as
Volumetric Mass Coefficient. The higher the mass transfer
coefficient, the better the gas exchange efficiency. Even with
an upward pumping impeller, the moving liquid stream is
going to be rotated by the rotation of the agitator. As a result,
the surface liquid is going to swirl, greatly reducing liquid
surface renewal as the surface liquid rotates in the plane of the
surface. To stop the swirling, a vertical baffle system is also
used on top of the impeller to break the rotation of the liquid
and redirect the flow straight to the surface. Hence, the surface
liquid radiates outwards from the shaft at the center of the
vessel, spreading and thinning towards the edge of the vessel
where it submerges. As a result, the surface gas exchange is
greatly improved.

In another contemplated embodiment, the upward flow
impeller is adapted for use in disposable bioreactors. The
upward pumping impeller would preferably be located near
or at the center of a disposable bioreactor, connecting to the
driving motive force through a magnetic coupling. The plastic
draft tube and vertical baffles can be pre-installed inside the
disposable bag so they will be all sterilized prior to shipment
to the end users. In the disposable embodiment of the biore-
actor, the impeller is preferably constructed of inexpensive
molded plastic that can be safely discarded after use, together
with the bioreactor vessel or vessel liner.

FIG. 3 illustrates the bioreactor system adapted to control
levels of dissolved carbon dioxide and consequently limit the
level of osmolality in a mammalian cell culture process. The
illustrated system 100 includes an impeller assembly 111
operatively coupled to a bioreactor vessel 102 having an
interior upper headspace portion 180 and an interior lower
portion 170 suitable for containing mammalian cell culture
media 104, nutrients 106, additives 108, anti-foam agents 110
and inoculated mammalian cells 112. The illustrated impeller
assembly 111 comprises a motor 114 which rotates a shaft
116 and drives the upward flowing helical impeller 118 to
continuously mix the cell culture solution within the bioreac-
tor vessel 102 as discussed in more detail above. The upward
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flowing helical impeller 118 is disposed in a draft tube 119. A
plurality of cross baffles 117 are attached to the draft tube 119
above the impeller 118 to break any swirling of the liquid 104
within the bioreactor as it is pumped upward.

Also included in the bioreactor system are a plurality of
sensors and analyzers including a pH sensor 122, a dCO,
sensor 124, a temperature indicator 126, a dissolved oxygen
analyzer 128, and a vent gas analyzer 130. Such sensors and
analyzers are coupled as inputs to one or more microproces-
sor based controllers 140 that controls or adjusts the rota-
tional speed of the impeller 118 as well as the gas supply of
oxygen 142, nitrogen 144, and carbon dioxide 146 as a sweep
gas 115 to the interior upper headspace portion 180 of the
bioreactor vessel 102 through control of associated valves
148 and flow meters 149. The control system is further
adapted or configured to control the exhaust subsystem 150,
and more particularly the exhaust control valve 155 to control
or govern the removal of the gases from the headspace or
interior upper portion 180 of the vessel 102 via surface gas
exchange at the top surface 182 of the liquid 104 in the vessel.
The illustrated system 100 also includes a plurality of bio-
logical filters 152 and a means for sterilizing 154 the biore-
actor vessel 102 with water 156 and steam 158, as needed.
Industrial Applicability

In addition to maintaining the desired nutrient and dis-
solved oxygen levels, conventional process control in com-
mercial bioreactors currently focuses primarily upon regulat-
ing the pH level of the cell culture medium. Other important
cell culture process parameters such as dissolved CO, con-
centration and osmolality remain essentially uncontrolled
since the method of pH regulation—addition of base—acts to
impede removal of dissolved CO, and causes osmolality to
increase throughout the cell culture process. As a result, both
dissolved CO, and osmolality can reach levels known to
stress the cultured cells and negatively impact yield and pro-
ductivity.

A further source of stress to the cultured cells is the gas
delivered to the liquid in the bioreactor vessel as bubbles via
a sparger. In some cases, small gas bubbles introduced via a
sparger can directly damage sensitive cells and create excess
foam, necessitating the addition of antifoam agents or addi-
tives that increases cost, interferes with the desired gas
exchange mechanisms and may give rise to downstream puri-
fication issues.

All the above-identified stress factors are known to become
more significant at commercial or larger bioreactor scales as
the generally higher hydrostatic pressures lead to greater
solubility of CO,, greater volumes of sparged gases create
more foam and larger agitators employed in commercial scale
bioreactors tend to generate more cell damaging shear forces.

The combined effects of these stresses are lower cell
growth rates, longer batch times, decreased productivity and
yield, lower viability, increased cell lysis, more difficult pro-
cess development and scale-up and degradation of protein
products (by proteolytic enzymes released from bursting
cells). Contents of the bursting cells also add to purification
issues, particularly if antifoam has to be employed in the
process. Finally, many of the stresses increase over time,
leading to declining product quality, particularly in terms of
the pattern, extent and homogeneity of glycosylation. In some
cases, processes must be terminated long before productivity
ceases in order to make product of acceptable quality.

All the stresses listed in this section are mitigated or abol-
ished by the bioreactor and bioreactor system modifications
described herein. Reduction or elimination of the above-iden-
tified stresses has a significant impact on commercial cell
culture manufacturing processes. Aside from increased yield
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and productivity, process development and scale-up is facili-
tated, product quality improved and purification simplified.
In addition, the greater degree of process control attained
leads to improved process robustness and reproducibility, in
line with Quality By Design (QBD) principles.

From the foregoing, it should be appreciated that the
present invention thus provides various methods and systems
for controlling the dissolved carbon dioxide level during the
mammalian cell culture process by stripping or removing
excess dissolved carbon dioxide from the cell culture medium
or solution. Numerous modifications, changes, and variations
of the present methods and systems will be apparent to a
person skilled in the art and it is to be understood that such
modifications, changes, and variations are to be included
within the purview of this application.

What is claimed is:

1. A bioreactor system for a cell culture process compris-

ing:

avessel configured to contain biological or other sensitive
substances, the vessel defining an interior upper portion,
an interior lower portion and a longitudinal axis; and

one or more upward flowing impeller assemblies disposed
in the interior lower portion of the vessel and configured
to direct fluids containing contain biological or other
sensitive substances in the vessel from the interior lower
portion of the vessel to the interior upper portion of the
vessel in an orientation generally parallel to the longitu-
dinal axis;

a gas intake coupled to the vessel and configured to deliver
a flow of a sweep gas from one or more external sources
of'gas to the interior upper portion of the vessel and a gas
exhaust coupled to the vessel and configured to remove
gases contained in the interior upper portion of the ves-
sel;

wherein the upward flowing impeller assembly produces a
rolling top surface renewal of the fluids containing con-
tain biological or other sensitive substances in the vessel
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that promotes surface gas exchange between the fluids
and gases in the interior upper portion of the vessel.

2. The bioreactor system of claim 1 wherein the impeller
assembly further comprises a helical type impeller and a draft
tube disposed around the helical type impeller.

3. The bioreactor system of claim 2 wherein the impeller
assembly further comprises a plurality of vertical baffles dis-
posed proximate the impeller to orient the flow of the liquid
containing biological or other sensitive substances exiting the
draft tube in an orientation substantially parallel to the longi-
tudinal axes of the draft tube and vessel.

4. The bioreactor system of claim 3 wherein at least one of
the impeller assemblies is disposed in an upper placement
arrangement within the vessel proximate to the interface
between the interior lower portion of the vessel and the inte-
rior upper portion of the vessel.

5. A bioreactor system of claim 1 wherein the biological or
other sensitive substances comprise mammalian cells and the
one or more upward flowing helical type impellers do not
damage to the cells as the impellers direct the fluid in an
orientation generally parallel to the longitudinal axis.

6. A bioreactor system of claim 1 wherein the one or more
upward flowing helical type impellers do not produce foam as
the impellers direct the fluid in an orientation generally par-
allel to the longitudinal axis.

7. A bioreactor system of claim 1 further comprising one or
more sensors or analyzers selected from the group consisting
of: carbon dioxide sensor, oxygen sensor; temperature sen-
sors, pH sensor, and osmolality analyzer.

8. A bioreactor system of claim 7 further comprising a
microprocessor based controller configured to control: (i) the
flow or composition of the sweep gas via the gas intake to the
interior upper portion of the vessel; (ii) the removal of gases
from the interior upper portion of the vessel via the gas
exhaust; or (iii) the rotational speed of the upward flowing
helical impellers, in response to one or more sensors and
analyzers.



